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Shaping the lipid composition of bacterial 
membranes for membrane protein production
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Audrey Solgadi6, Olivia Spitz1, Diana Kleinschrodt1, Kai Stühler4, Bruno Miroux3*  and Lutz Schmitt1* 

Abstract 

Background: The overexpression and purification of membrane proteins is a bottleneck in biotechnology and struc-
tural biology. E. coli remains the host of choice for membrane protein production. To date, most of the efforts have 
focused on genetically tuning of expression systems and shaping membrane composition to improve membrane 
protein production remained largely unexplored.

Results: In E. coli C41(DE3) strain, we deleted two transporters involved in fatty acid metabolism (OmpF and AcrB), 
which are also recalcitrant contaminants crystallizing even at low concentration. Engineered expression hosts pre-
sented an enhanced fitness and improved folding of target membrane proteins, which correlated with an altered 
membrane fluidity. We demonstrated the scope of this approach by overproducing several membrane proteins (4 
different ABC transporters, YidC and SecYEG).

Conclusions: In summary, E. coli membrane engineering unprecedentedly increases the quality and yield of mem-
brane protein preparations. This strategy opens a new field for membrane protein production, complementary to 
gene expression tuning.
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Introduction
All sequenced genomes contain about 20–30% of genes 
encoding membrane proteins (MP) [1]. However, they 
are still underrepresented in biochemical and struc-
tural studies, despite their undeniable physiological and 
medical importance—about 70% of all drug targets are 
membrane proteins. The bottleneck of developing drugs 
targeting membrane proteins is the overproduction and 
the requirement for pure, homogeneous, and folded 
protein(s). Escherichia coli (E. coli) remains first choice 
for membrane protein production and contributed to 470 
unique membrane protein structures (UMPS, 41 from 

eukaryotic origin and 248 from bacteria other than E. 
coli) over 722 UMPS deposited in the protein data bank 
in April 2018 [2]. Despite this, the difficulties frequently 
encountered upon overproduction of MP in E. coli are: 
(i) the toxicity of an excess of target MP mRNA levels, (ii) 
the overloading of the translation and secretion machin-
eries [3, 4], (iii) the toxicity of the overproduced MP [5], 
and (iv) the lipid composition of the microbial host. So 
far, optimization of membrane protein production has 
been achieved almost exclusively by tuning transcrip-
tion of the target gene [4, 6]. In the arabinose expression 
system, a correlation has been observed between the 
amount of inducer and the formation of inclusion bodies 
(IB) of the recombinant MP [7]. In the T7 RNA polymer-
ase based expression system, tuning of the promoter has 
been achieved by genetic selection of bacterial mutants. 
For instance, the C41(DE3) strain has been isolated from 
BL21(DE3), and C43(DE3) was further selected based 
on the toxicity of AtpF protein in C41(DE3) [8]. A sub-
tle change in the AtpF transcriptional time course of 
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expression in C43(DE3) was sufficient to restore the fit-
ness of the cell, to avoid IB formation and to induce inter-
nal membrane proliferation [9]. Other mutations were 
identified in the T7RNA polymerase gene [10, 11]: The 
human sulfide quinone reductase, which formed IB in 
all previously tested strains, could be targeted and folded 
into membranes in a recently isolated mutant strain 
C45(DE3) [10]. However, tuning the promoter is some-
times not sufficient. Instead, a new strategy has emerged, 
mostly in unicellular eukaryotic expression systems, 
which focuses on engineering the lipid composition of 
the membrane [12]. In this study, our aim was to modu-
late E. coli membrane composition to accommodate large 
amounts of MP. The outer membrane pores OmpF and 
FadL have been shown to impact the fatty acid compo-
sition of the phospholipids and the membrane integrity 
[13]. In contrast, the inner membrane tripartite efflux 
pump AcrAB-TolC is involved in the efflux of many mol-
ecules, including lipids [14]. We therefore postulated 
that the deletion of both, OmpF and AcrAB, should be 
advantageous for two reasons. First, it should modify the 
membrane composition and its tolerance to MP overpro-
duction; and second, we expected an improvement in the 
purity of the recombinant MP. Indeed, OmpF and AcrB, 
are the principal contaminants when MP are purified 
using IMAC affinity chromatography [15]. Both proteins 
crystallize easily even from very low concentrations [16–
18], which is a major issue in structural biology of MP. To 
test our hypothesis, we constructed a derivative of E. coli 
C41(DE3) strain lacking acrAB and ompF genes. To the 
best of our knowledge, the only study using a deletion 
of four outer membrane proteins, ompA, ompC, ompF 
and lanB, was used for the expression of outer mem-
brane proteins [19, 20]. For structural studies, two dele-
tions of acrAB have been studied [21, 22]. However, an 
ompF and/or ompF-acrAB double deletion has not been 
investigated. The deletion of these two genes did not only 
increase the amount of overproduced membrane pro-
teins, but also enhanced their folding as reflected by an 
increased solubilization efficiency with mild surfactants. 
Membrane lipid composition analysis provided a rational 
explanation of the improved extraction and purification 
yield of the target membrane proteins.

Results
Construction of E. coli C41(DE3)∆(ompF‑acrAB)
Subsequent to the deletion of ompF, acrAB was 
deleted by employing the lambda-red recombinase 
system. Both genomic deletions were confirmed by 
PCR and subsequent sequencing of the full genome 
of C41(DE3)∆(ompF-acrAB). The comparison to the 
genome of the parental strain C41(DE3) (GenBank ID: 

NZ_CP010585.1) [23] eliminated the possibility of other 
modifications apart from the desired deletions.

We compared the growth of the double deletion strain, 
C41(DE3)∆(ompF-acrAB), to C41(DE3) and the single 
deletion strain C41(DE3)∆(ompF). Our results dem-
onstrate that under the tested condition the deletion of 
ompF from the genome results in growth to approxi-
mately 50% higher ODs, while the additional deletion 
of acrAB does not further influence the growth behav-
ior (Fig.  1). This change in growth behavior is further 
reflected by an increase of the growth rate and a decrease 
of the generation time of the deletion strains (Table 1).

Overexpression of ABC transporters in E. coli C41(DE3), 
C41(DE3)∆(ompF) and C41(DE3)∆(ompF‑acrAB)
Our aim was not to perform a precise quantification of 
protein production but rather to check that recombinant 
MP production was not impaired in our mutants. We 
tested overexpression of ABC transporters, a broad and 
vital class of membrane proteins. In total, six prokary-
otic ABC transporters both homologous (HlyB∆CLD or 
HlyB) and heterologous (termed ABC1 to ABC4 in this 

Fig. 1 Net growth curves of E. coli C41(DE3) (black line), E. coli 
C41(DE3)∆(ompF) (blue line) and E. coli C41(DE3)∆(ompF-acrAB) 
(green line). The final ODs were analyzed using a one-way ANOVA 
followed by a Tukey multiple comparisons test. Error bars represent 
SD of two individual measurements. ns: not significant, ***p < 0.001

Table 1 Growth rates (µ) and  generation times   (td) 
of  E. coli C41(DE3), E. coli C41(DE3)∆(ompF) and  E. coli 
C41(DE3)∆(ompF-acrAB) calculated from  the  exponential 
phases of the growth curves

Strain Growth rate µ  [min−1] Generation 
time  td 
[min]

C41(DE3) 0.026 ± 0.004 26.92 ± 4.18

C41(DE3)∆(ompF) 0.028 ± 0.003 24.73 ± 2.65

C41(DE3)∆(ompF-acrAB) 0.033 ± 0.003 21.28 ± 1.96



Page 3 of 12Kanonenberg et al. Microb Cell Fact          (2019) 18:131 

study), were analyzed. The total amounts of membrane-
inserted target proteins were compared by SDS-PAGE. 
Equal amounts of total protein were loaded on the gels 
(Fig. 2).

For five ABC transporters, i.e. HlyB∆CLD, HlyB, 
ABC2, ABC3, and ABC4, production levels appeared 
improve by using the OmpF-depleted strain. In those 
cases, the additional deletion of acrAB either had no fur-
ther enhancement effect or slightly reduced the expres-
sion levels (ABC2). However, one ABC transporter 
(ABC1) seemed overproduced in considerable amounts 
only in C41(DE3)∆(ompF-acrAB) (Fig. 2).

High yield purification of HlyB in mild detergent 
from C41(DE3)∆(ompF‑acrAB) membranes
HlyB has been shown previously to be exclusively puri-
fied using Fos-Choline (FC)-derived detergents [24]. 
We tested several detergents by determining the tur-
bidity of membrane samples after addition of detergent 
at increasing concentrations. When using the zwitteri-
onic detergent FC-14 the solubilization efficiencies of 
all membranes were similar. However, when employ-
ing the non-ionic detergents DDM or LMNG, solubi-
lization of HlyB was increased by approximately 20% 
from C41(DE3)∆(ompF-acrAB) membranes (Fig.  3). 
Next, HlyB was purified from C41(DE3)∆(ompF-acrAB) 
membranes utilizing DDM and TX-100. In contrast to 
previous studies [24], the purification with non-ionic 
detergents resulted in approximately 80% yield of HlyB 
with comparable purity, confirming the improved extrac-
tion of HlyB from the membrane (Fig. 4).

Purification of SecYEG and YidC from E. coli C41(DE3), 
C41(DE3)∆(ompF), and C41(DE3)∆(ompF‑acrAB)
The translocon SecYEG and the insertase YidC are well-
known and extensively studied E. coli membrane pro-
teins, thus rendering them ideal candidates to perform 
test purifications from C41(DE3), C41(DE3)∆(ompF) 
and C41(DE3)∆(ompF-acrAB) strains. For those, equal 
amounts of membranes were used and overall yield and 
purity were analyzed by SDS-PAGE. The translocon 
subunit SecY was found to be partially and nearly com-
pletely degraded in the membranes of C41(DE3) and 
C41(DE3)∆(ompF), respectively, which resulted in the 
purification of fragments termed SecY-N and SecY-C 
(Fig. 5). This degradation was not affected by adding pro-
tease inhibitors to the membranes prior to purification, 
which indicated a proteolytic digest during cellular pro-
tein overexpression. However, C41(DE3)∆(ompF-acrAB) 
strongly reduced the degradation of SecY, which resulted 
in a clear band for the full-length protein (Fig.  5). The 
other components of the translocon SecE and SecG, were 
unaffected by the choice of expression strain.

For YidC, the effects of using C41(DE3)∆(ompF-acrAB) 
for the overexpression were less pronounced; however, a 
substantial increase in the yield of purified protein was 
observed, probably resulting from an increase in expres-
sion levels. This is reflected by an approximately two-
fold more intense band in the starting material (Fig.  5). 
We additionally analyzed the impurity at ~ 100  kDa, 
which appeared the most intense in C41(DE3) and 
C41(DE3)∆(ompF)-based isolates. Mass spectrometric 
analysis revealed that the band was largely composed of 

Fig. 2 Overexpression of membrane proteins in E. coli C41(DE3) (a), C41(DE3)∆(ompF) (b) and C41(DE3)∆(ompF-acrAB) (c). Equal amounts (50 µg) 
of isolated membranes were loaded on 10% SDS-PAGE and stained with Coomassie Brilliant Blue. Target proteins are marked by red boxes. 
Independent expressions were performed three times with similar results
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2-oxoglutarate dehydrogenase and AcrB, thus explain-
ing the impurity depletion in C41(DE3)∆ (ompF-acrAB) 
strain.

Analysis of the membrane density by density gradient 
centrifugation
YidC-containing membranes were fractionated and fur-
ther analyzed by centrifugation in a sucrose gradient 

(20–70%) and subsequent SDS-PAGE of collected frac-
tions (Fig.  6). For all strains early fractions (20–30% 
sucrose) contained a large number of proteins and 
exhibited the characteristic pattern of ribosomal pro-
teins ranging between 15 and 35  kDa, likely containing 
proteins loosely attached to membranes. Fractions of 
C41(DE3) also show a prominent band at approximately 
40  kDa. Due to its absence from the other strains, this 
band very likely corresponds to OmpF. The distribution 
of YidC through the gradient differed between the three 
examined strains. In the parental strain, YidC was most 
prominent in fractions containing 30–50% sucrose. The 
deletion of ompF gene resulted in a local concentra-
tion of YidC in fractions containing approximately 30% 
sucrose, but also in later fractions (50–70% sucrose). The 
additional deletion of acrAB resulted in an even higher 
accumulation of YidC in these late fractions (Fig. 6). Our 

Fig. 3 Visualization of the solubilization efficiency of the three 
detergents a FC-14, b DDM and c LMNG on HlyB-containing 
membranes from E. coli C41(DE3) (black line), C41(DE3)∆(ompF) (blue 
line), and C41(DE3)∆(ompF-acrAB) (green line). Measurements were 
repeated in triplicates, error bars represent SD

Fig. 4 Coomassie Brilliant Blue stained 10% SDS-PAGE of the 
purification of HlyB from E. coli C41(DE3)∆(ompF-acrAB) employing 
different detergent-combinations for solubilization (first detergent) 
and subsequent IMAC (second detergent). (1) Fos-choline 14/
DDM, (2) DDM/DDM, (3) TX-100/DDM. Shown are the pooled eluate 
fractions of equal volume. Independent expressions and purifications 
were performed two times with similar results
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results suggest an alteration of the density of the mem-
branes, which was further analyzed by mass spectromet-
ric measurements of the lipidome.

Mass spectrometry analysis of phospholipids
Cells overexpressing the ABC transporter HlyB were 
chosen because here the most profound changes in 
membrane solubilization behavior were observed. The 
quantification of total amounts of lipid and protein in 
membrane samples from C41(DE3), C41(DE3)∆(ompF), 

and C41(DE3)∆(ompF-acrAB) revealed significant 
changes in the lipid to protein ratio. The deletion of ompF 
resulted in a 1.2-fold decrease (p-value = 0.0088) in lipid-
to-protein ratio and the additional deletion of acrAB in 
a 3.6-fold decline (p-value = < 0.0001) of total lipid-to 
protein ratio (see Additional file  1: Table  S2). Phospho-
lipid classes were unchanged between genotypes and 
consistent with published values (see Additional file  1: 
Table  S2) [25]. To access the fatty acid (FA) composi-
tion, phospholipids were acid-digested and quantified 
by GC–MS. As expected, palmitic acid (16:0) is the most 
abundant FA in all samples. However its concentration 
was strongly reduced in C41(DE3)∆(ompF-acrAB) with a 
concomitant increase of lauric acid (12:0) (Fig. 7a). Spe-
ciation analyses of each phospholipid family (PE, PG, CL) 
confirmed the global FA analysis and revealed additional 
changes. Full statistical analysis of the identified spe-
cies is available in Additional Phospholipid Analysis (see 
Additional file 2). For PE and PG, we observed a decrease 
in phospholipids with 16:0+16:1 in C41(DE3)∆(ompF) 
and C41(DE3)∆(ompF-acrAB) compared to C41(DE3) 
(Fig.  7b, c). Concentration of some phospholipids con-
taining cyclopropanated FA (17:0 cyclo and 19:0 cyclo 
in PE and PG) are increased in C41(DE3)∆(ompF) and 
C41(DE3)∆(ompF-acrAB) (Fig.  7b, c). For CL species, 
C41(DE3) and C41(DE3)∆(ompF) phospholipids showed 
a similar FA pattern whereas most of the differences were 
observed in C41(DE3)∆(ompF-acrAB) (Fig.  8). Given 
the complexity and diversity of phospholipid species, 
we performed a principal component analysis (PCA) 
on the whole dataset of phospholipid speciation analy-
sis (Fig. 7d). The hierarchical clustering visualized three 
distinct groups, corresponding to each individual strain. 
Globally, C41(DE3)∆(ompF) FA pattern is statistically 
different from C41(DE3); however, in C41(DE3)∆(ompF-
acrAB) FA pattern is further differentiated compared to 
the two other strains (Fig. 7d). Taken together, the signifi-
cant increase in cyclopropanated FA and in lauric acid 
(12:0) at the expense of palmitic acid (16:0) in mutant 
host C41(DE3)∆(ompF-acrAB) suggest a more fluid 
membrane.

Mass spectrometric analysis of the proteomes
The proteomes of C41(DE3), C41(DE3)∆(ompF), and 
C41(DE3)∆(ompF-acrAB) were analyzed by mass spec-
trometry. The abundances of 1411 different gene prod-
ucts were compared between the three strains.

The overall protein abundance patterns of 
C41(DE3)∆(ompF) and C41(DE3)∆(ompF-acrAB) were 
found to be similar, with no significant changes of sin-
gle proteins except for AcrA and AcrB. However, large 
differences became apparent when the single and dou-
ble deletion strains were compared to the parental 

Fig. 5 Purification of SecYEG (a) and YidC (b) from E. coli C41(DE3), 
C41(DE3)∆(ompF) and C41(DE3)∆(ompF-acrAB). M: starting material, 
E: eluted protein. Independent purifications were performed three 
times for SecYEG and two times for YidC with similar results
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Fig. 6 Results of the density-gradient centrifugation of membranes purified from YidC-expressing strains a C41(DE3), b C41(DE3)∆(ompF) and 
c C41(DE3)∆(ompF-acrAB). Sucrose concentration ranged from 20 to 70%. YidC can be recognized as a prominent band at 60 kDa. Independent 
purifications and sucrose-gradient centrifugations were performed two times with similar results
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strain C41(DE3) (Fig.  9). Beside the expected deletion 
of OmpF and additionally AcrA in C41(DE3)∆(ompF-
acrAB), the two deletion strains showed lower abun-
dances (21 proteins C41(DE3)∆(ompF) and 20 proteins 
in C41(DE3)∆(ompF-acrAB)) of the 22 proteins tar-
geted to the periplasmic space (p-value = 1 E-6 for 
C41(DE3)∆(ompF) and 6.2 E-6 for C41(DE3)∆(ompF-
acrAB)), and ribosomal protein (34 proteins, p-value 
= 0.00013  for C41(DE3)∆(ompF) and 35 proteins, 
p-value = 0.000088 in C41(DE3)∆(ompF-acrAB), but 

substantially higher abundances of 44 inner membrane 
associated proteins (35 proteins for C41(DE3)∆(ompF), 
p-value = 0.00029 and 31 proteins for C41(DE3)∆(ompF-
acrAB), p-value = 0.00098). For example, the TMAO 
reductase TorT was found to be highly abundant in the 
parental strain samples, but could not be detected in the 
deletion strains (estimated fold change: > 300). Further-
more, periplasmic chaperones were significantly reduced, 
whereas members of the outer membrane protein inser-
tion complex (BAM, BamB and BamD) showed an 
increased abundance in the deletion strains (BamB: 4.4 
and 2.9 fold increased abundance in C41(DE3)∆(ompF) 
and C41(DE3)∆(ompF-acrAB) respectively; BamD: 2.3 
and 2.2 fold increased abundance in the single and dou-
ble deletion strain, respectively).

Some differences were also found in proteins involved 
in LPS and lipid biosynthesis and/ or transport. The 
abundance of the LPS-assembly protein LptD [26] (fold 
change C41(DE3)∆(ompF): 3.3, C41(DE3)∆(ompF-
acrAB): 2.4) was increased, while that of the LPS export 
protein LptA [27], which mediates the transport of LPS 
to the outer membrane, was decreased (fold change 
C41(DE3)∆(ompF): 0.3, C41(DE3)∆(ompF-acrAB): 0.2). 
Moreover, the lysophospholipid lipase [28] (fold change 
C41(DE3)∆(ompF): 0.4, C41(DE3)∆(ompF-acrAB): 0.5) 
[29], was reduced.

In summary, the deletion of OmpF as well as AcrAB 
resulted in significant changes of the proteome, where the 

Fig. 8 CL phospholipid FA analysis of C41(DE3) (black), C41(DE3)∆(ompF) (blue) and C41(DE3)∆(ompF-acrAB) (green). Data was analyzed using a 
2-way ANOVA followed by Dunnett’s multiple comparisons test. ns: not significant (p > 0.05), *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, ****p ≤ 0.0001. 
Error bars represent SD of three independent biological replicates

Fig. 9 Summary of proteomics data. C41(DE3)∆(ompF) (blue) and 
C41(DE3)∆(ompF-acrAB) (green) compared to C41(DE3). Negative 
values mark a decrease, positive values an enrichment in protein in 
the corresponding cellular compartment. C: cytoplasm; OMP: outer 
membrane-bound periplasmic space; PS: periplasmic space; PM: 
plasma membrane; R: ribosome
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deletions resulted in a decrease of periplasmic and ribo-
somal proteins and an increase of membrane proteins.

Discussion
By deleting both, OmpF and AcrB, in C41(DE3) host, 
we have not only removed two major contaminants but 
also improved the expression levels and purification yield 
of several membrane proteins. Surprisingly, deletion 
of OmpF in this strain revealed an improved growth to 
higher ODs, while the additional deletion of acrAB had 
no further effect (Fig. 1). The deletion of OmpF has been 
linked to an improved membrane integrity and tolerance 
towards certain substances and antibiotics by decreas-
ing their influx [13, 30, 31], which provides a possible 
explanation for the improved growth of OmpF-depleted 
strains. In addition to the enhanced fitness of the cells 
and tolerance to MP production, we also observed a 
higher quality control and folding of the overproduced 
MP, a higher amount of incorporated target protein 
into the membrane (Figs.  2 and 5) and, consequently, a 
decrease in proteolytic degradation of the recombinant 
MP as exemplified in the case of SecYEG (Fig. 5). At bio-
chemical level, we observed an improved solubilization 
efficiency with non-ionic detergents of HlyB, a protein 
mostly extracted with FC-14, a detergent unable to dis-
criminate folded from non-folded MP [6, 32].

It is known that OmpF and AcrB are major contributors 
in membrane homeostasis. OmpF has been proposed to 
be part of the Mla lipid transport machinery [33] involved 
in membrane lipid asymmetry. Both, OmpF and AcrB, 
were also found to be involved in FA metabolism of E. coli 
by importing short chain FA into the periplasm from the 
extracellular space and by exporting FA to the extracel-
lular medium, respectively [13, 14, 34]. Proteomic analy-
sis revealed major changes in protein abundance in the 
periplasm and the inner membrane between C41(DE3) 
and the two mutant hosts. However, it failed to explain 
the different biochemical phenotypes observed between 
C41(DE3)∆(ompF) and C41(DE3)∆(ompF-acrAB). There-
fore, and based on previous studies [35], we hypothesized 
that the phenotype of designed strains could be explained 
in part by changes in membrane organization. However, 
a simple phospholipid analysis based on head groups 
revealed no differences between strains. When phospho-
lipids were digested and FA analyzed, differences were 
identified in C41(DE3)∆(ompF-acrAB), but not between 
C41(DE3) and C41(DE3)∆(ompF) in agreement with 
Tan et al. [13]. FA analysis for each phospholipid species, 
which is more precise than FA analysis after phospho-
lipid acid-digestion, could eventually differentiate three 
distinct phenotypes (Fig. 3). For example, PG and PE are 
enriched in cyclopropanated FA in C41(DE3)∆(ompF) 
and C41(DE3)∆(ompF-acrAB) (Fig. 7b, c). Lipid bilayers 

containing cyclopropanated phospholipids have found to 
be more fluid, yet more ordered than their corresponding 
unsaturated precursors [36]. Consequently, E. coli mem-
brane becomes more resistant to heat, acids, oxidants 
and osmotic shock [37]. Moreover, in C41(DE3)∆(ompF-
acrAB), the membrane fluidity is further promoted by 
an increased concentration of lauric acid (12:0) at the 
expense of palmitic acid (16:0) containing phospholip-
ids [38]. This enhanced membrane fluidity and stability 
may constitute an advantage to face MP overproduc-
tion. Indeed, the better MP insertion is reflected in a 
higher MP density, as demonstrated by sucrose density-
gradient centrifugation (Fig.  8), while the lipid-to-pro-
tein ratio decreases. Consequently, solubilization and 
purification yields of recombinant MP are increased in 
C41(DE3)∆(ompF-acrAB).

To conclude, we present a new expression strain with 
enhanced membrane fluidity favoring MP membrane 
insertion and purification. While previous studies to 
improve overexpression of MP focused on transcrip-
tional regulation [10, 11], we introduce instead an inno-
vative approach based on the modulation of membrane 
composition. The expression strain constructed in this 
study may be useful for a large community of biochem-
ists and structural biologists with potential applications 
in biotechnology.

Materials and methods
Construction of the expression strains C41(DE3)∆(ompF) 
and C41(DE3)∆(ompF‑acrAB)
OmpF-deleted mutants were prepared from JW0192 
ΔompF knockout (E. coli K12 BW25113) described in the 
Keio collection [39] by P1 transduction of C41(DE3) [40]. 
OmpF knockouts were selected using kanamycin resist-
ance. Finally, kanamycin resistance was removed from 
OmpF knockouts by FLP-FRT recombination [41]. To 
additionally delete acrAB from C41(DE3)∆(ompF), the 
lambda-red recombinase system was employed, follow-
ing published protocols [42]. Further details are provided 
in Additional file 1.

Growth curves of E. coli strains
Growth curves were measured in 96-well plates on a 
microplate reader (Tecan) by monitoring the absorbance 
at 600  nm. Cell cultures were grown in 250 µL 2xYT-
medium (10  g/L yeast extract, 16  g/L tryptone/peptone 
from pancreatic digestion, 5  g/L NaCl) at 37 °C and 
650 rpm. Cultures were inoculated to  OD600 of 0.15 and 
growth was monitored in triplicates over 10 h.
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Membrane protein overexpression
E. coli strains C41(DE3), C41(DE3)∆(ompF), and 
C41(DE3)∆(ompF-acrAB) were transformed with pBAD 
ABC transporter plasmids [17] and transformants were 
selected on agar plates containing 100  µg/mL ampicil-
lin. Overnight cultures with 2xYT-medium (10 g/L yeast 
extract, 16 g/L tryptone/peptone from pancreatic diges-
tion, 5 g/L NaCl) supplemented with 100 µg/mL ampicil-
lin were inoculated with single colonies and incubated 
at 200 rpm, 37 °C for 15 h. Main cultures were grown in 
5 L baffled flasks, containing 1 L of 2xYT-medium with 
100  µg/mL ampicillin. Expression cultures were inocu-
lated to  OD600 of 0.1 and grown at 200 rpm, 37 °C until 
 OD600 reached 2.5. The expression of the ABC transport-
ers was induced by adding arabinose to a final concen-
tration of 10 mM, incubation was continued for 3 h and 
cells were subsequently harvested by centrifugation. For 
overexpression of E. coli SecYEG translocon and YidC 
insertase, cells of the examined E. coli strains were trans-
formed with the plasmids pEK20 (cysteine-less SecYEG) 
[43] or pEM183 (YidC) [44]. Further details are provided 
in Additional file 1.

Isolation of membranes from E. coli cells
For all strains and overexpressed proteins, the same pro-
tocol for the extraction of the membrane-fraction was 
employed. Cells were resuspended in buffer P (50  mM 
 NaH2PO4, pH 8, 300  mM NaCl) and lysed by pass-
ing through a cell-disruptor (Microfluidics) at 1.5 kbar. 
Membranes were harvested by a subsequent high-spin 
centrifugation step at 150,000×g for 90  min at 4 °C. 
Membrane pellets were homogenized in buffer P, sup-
plemented with 10% glycerol, and stored at − 80 °C until 
further use. For SDS-PAGE, equal amounts (50  µg) of 
purified membranes were loaded on 10% gels and stained 
by Coomassie brilliant blue.

Membrane protein purification
HlyB was purified as described in [24] with modifications 
that are summarized in Additional file 1. Overexpressed 
recombinant SecYEG and YidC proteins were purified 
as previously described [44, 45]. Further details are pro-
vided in Additional file 1.

Membrane fractionation by density‑gradient 
centrifugation
Continuous sucrose gradients (20–70% sucrose, 50  mM 
HEPES pH 7.4, 150  mM KCl, 5  mM  MgCl2, and cOm-
plete protease inhibitor cocktail) were prepared in cen-
trifuge tubes using the Gradient Station (BioComp 
Instruments). Membranes of the examined E. coli strains 
containing over-expressed YidC were loaded on top of 

the gradients and subjected to centrifugation for 16 h at 
30,000 rpm (110,000×g) in SW40 rotor (Beckman Coul-
ter) at 4  °C. The total gradient volume was 12  mL; of 
those 11 mL were fractionated from top to bottom using 
the Gradient Station (fraction volume 1 mL). The remain-
ing volume (bottom) contained only non-separated and 
aggregated material and was excluded from the analysis. 
Proteins were precipitated by adding trichloracetic acid 
to the final concentration of 10%, pellets were washed 
with acetone, resuspended in SDS-PAGE loading buffer 
and incubated for 5  min at 95 °C prior to loading on a 
15% SDS-PAGE gel and stained by Coomassie brilliant 
blue.

Genome sequencing
Chromosomal DNA preparation and genome sequenc-
ing and analysis of E. coli C41(DE3)∆(ompF-acrAB) was 
performed as described elsewhere [10]. The genome 
sequence was deposited at NCBI (accession code 
SAMN11037806).

Analysis of the proteomes of E. coli strains by quantitative 
mass spectrometric analysis
E. coli samples for mass spectrometry (four individual 
replicate cultures per group) were prepared as described 
in [46]. Further details are provided in Additional file 1. 
Data were deposited in the PRIDE database (accession 
PXD011437).

Analysis of the lipidomes of E. coli strains by mass 
spectrometric analysis
Total lipid extraction
Lipids from HlyB overexpressing E. coli C41(DE3), 
C41(DE3)∆(ompF) or C41(DE3)∆(ompF-acrAB) (3 inde-
pendent replicas of each sample were extracted using a 
procedure adapted from Bligh and Dyer [47]. Further 
details are summarized in SI.

Phospholipid separation, quantification and identification
Phospholipid separation by polar headgroup was per-
formed on a Thermo Fisher Dionex UltiMate-3000 RSLC 
system. The separation of lipids was performed on a 
PVA-Sil column (150 × 2.1 mm I.D., 120 A) from YMC 
Europe GmbH thermostated at 35 °C. Chromatographic 
method was adapted from Ramos et  al. [48]. For fatty 
acid quantification, phospholipids were digested and 
methylated using the one pot procedure described in [49]. 
Methylated fatty acids were analyzed in TraceGC Ultra 
coupled to an ITQ900 from Thermo Fisher equipped 
with an Agilent DB-5 capillary column. Further details 
are given in SI.
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Solubilization assays
HlyB was overexpressed in E. coli C41(DE3), 
C41(DE3)∆(ompF), or C41(DE3)∆(ompF-acrAB) and 
membranes were isolated as described above. Solubi-
lization assays were performed in 96-well plates. The 
solubilization efficiency was assessed by measuring the 
optical density of the membrane solution. Data was nor-
malized to the optical density after 100% solubilization 
in presence of 5% (w/v) SDS. Detergents were added to 
final concentrations ranging from 0 to 2% (w/v). Plates 
were incubated for 10  min and subsequently measured 
at 595 nm. Data was evaluated using GraphPad Prism 8 
software (Graph Pad).

Additional files

Additional file 1. The file contains detailed protocols for the lipidomics 
analyses, supplementary data for lipid species quantification, and detailed 
procedures supplementing the materials and methods section of the 
main manuscript.

Additional file 2. Relative quantifications of phospholipids (PE, PG, CL). 
The tables show the phospholipid assignations of the m/z peaks and the 
results of the statistical analyses.
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matography coupled to mass spectrometry; HlyB: hemolysin B; HlyBΔCLD: 
HlyB lacking the C39-like peptidase domain; IB: inclusion bodies; IMAC: immo-
bilized metal ion affinity chromatography; MP: membrane protein; UMPS: 
unique membrane protein structure; PC: phosphatidylcholine; PE: phosphati-
dylethanolamine; CL: cardiolipin.

Acknowledgements
We thank Philippe Delepelaire for help in strain construction, the Région Ile 
de France for co-funding the SAMM MS Facility at IPSIT (Chatenay-Malabry, 
France) and Christiane Bouchier (genomic sequencing platform, Pasteur 
Institute, Paris) for DNA sequencing. We are also indebted to all members of 
the Institute of Biochemistry (Heinrich Heine University Düsseldorf ), especially 
Sander Smits, for stimulating discussions.

Authors’ contributions
KK, JR, BM, LS designed the experiment, analyzed the data, and wrote the 
paper. KK, JR and AS performed lipid analyses, GP, FA performed genomic 
sequencing and analysis of the mutant strains, GP and KS performed pro-
teome analysis KK, OS, DK and AK performed molecular biology and protein 
purification. All authors read and approved the final manuscript.

Funding
This work was funded by the DFG through CRC 1208 (project Z01 to K.S. and 
project A01 to L.S.) and DFG Research Grant (KE1879/3-1 to A.K.). We acknowl-
edge funding to support JR from the ‘Initiative d’Excellence’ program from 
the French State (Grant ‘DYNAMO’, ANR-11-LABEX-0011-01) and from the ANR 
GeneCap (ANR-17-CE09-0007).

Availability of data and materials
The genomics and proteomics datasets supporting the conclusions of this 
article are available in the NCBI database (SAMN11037806, https ://www.ncbi.
nlm.nih.gov/) and the PRIDE database (PXD011437, https ://www.ebi.ac.uk/
pride /archi ve/), respectively. The lipidomics datasets supporting the conclu-
sions of this article are included in this article and its additional files.

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Institute of Biochemistry, Heinrich-Heine-University Duesseldorf, Universi-
taetsstr. 1, 40225 Duesseldorf, Germany. 2 Present Address: CNRS, UMR5086 
“Molecular Microbiology and Structural Biochemistry”, Université de Lyon, 7 
Passage du vercors, 69007 Lyon, France. 3 Laboratoire de Biologie Phys-
ico-Chimique des Protéines Membranaires, UMR7099, CNRS, IBPC, Université 
Paris Diderot, Sorbonne Paris Cité, 13 rue Pierre et Marie Curie, 75005 Paris, 
France. 4 Molecular Proteomics Laboratory, Biologisch Medizinisches 
Forschungszentrum (BMFZ), Heinrich-Heine-University Duesseldorf, Dues-
seldorf, Germany. 5 Present Address: Department of Microbiology, Institute 
for Water and Wetland Research, Heyendaalseweg 135, 6525 Nijmegen, The 
Netherlands. 6 Institut Paris Saclay d’Innovation Thérapeutique, INSERM, CNRS, 
- Plateforme SAMM, Université Paris-Saclay, Châtenay-Malabry, France. 

Received: 4 June 2019   Accepted: 30 July 2019

References
 1. Wallin E, von Heijne G. Genome-wide analysis of integral membrane 

proteins from eubacterial, archaean, and eukaryotic organisms. Protein 
Sci. 1998;7:1029–38.

 2. Dilworth MV, Piel MS, Bettaney KE, Ma P, Luo J, Sharples D, Poyner DR, 
Gross SR, Moncoq K, Henderson PJF, et al. Microbial expression systems 
for membrane proteins. Methods. 2018;147:3–39.

 3. Schlegel S, Lofblom J, Lee C, Hjelm A, Klepsch M, Strous M, Drew D, 
Slotboom DJ, de Gier JW. Optimizing membrane protein overexpression 
in the Escherichia coli strain Lemo21(DE3). J Mol Biol. 2012;423:648–59.

 4. Wagner S, Klepsch MM, Schlegel S, Appel A, Draheim R, Tarry M, Hogbom 
M, van Wijk KJ, Slotboom DJ, Persson JO, de Gier JW. Tuning Escherichia 
coli for membrane protein overexpression. Proc Natl Acad Sci USA. 
2008;105:14371–6.

 5. Gubellini F, Verdon G, Karpowich NK, Luff JD, Boel G, Gauthier N, Handel-
man SK, Ades SE, Hunt JF. Physiological response to membrane protein 
overexpression in E. coli. Mol Cell Proteomics. 2011;10:M111 007930.

 6. Mathieu K, Javed W, Vallet S, Lesterlin C, Candusso MP, Ding F, Xu XN, Ebel 
C, Jault JM, Orelle C. Functionality of membrane proteins overexpressed 
and purified from E. coli is highly dependent upon the strain. Sci Rep. 
2019;9:2654.

 7. Geertsma ER, Groeneveld M, Slotboom DJ, Poolman B. Quality con-
trol of overexpressed membrane proteins. Proc Natl Acad Sci USA. 
2008;105:5722–7.

 8. Miroux B, Walker JE. Over-production of proteins in Escherichia coli: 
mutant hosts that allow synthesis of some membrane proteins and 
globular proteins at high levels. J Mol Biol. 1996;260:289–98.

 9. Arechaga I. Membrane invaginations in bacteria and mitochondria: 
common features and evolutionary scenarios. J Mol Microbiol Biotechnol. 
2013;23:13–23.

 10. Angius F, Ilioaia O, Amrani A, Suisse A, Rosset L, Legrand A, Abou-Hamdan 
A, Uzan M, Zito F, Miroux B. A novel regulation mechanism of the T7 RNA 
polymerase based expression system improves overproduction and fold-
ing of membrane proteins. Sci Rep. 2018;8:8572.

 11. Baumgarten T, Schlegel S, Wagner S, Low M, Eriksson J, Bonde I, Herrgard 
MJ, Heipieper HJ, Norholm MH, Slotboom DJ, de Gier JW. Isolation and 
characterization of the E. coli membrane protein production strain 
Mutant 56 (DE3). Sci Rep. 2017;7:45089.

 12. Pichler H, Emmerstorfer-Augustin A. Modification of membrane lipid 
compositions in single-celled organisms—from basics to applications. 
Methods. 2018;147:50–65.

https://doi.org/10.1186/s12934-019-1182-1
https://doi.org/10.1186/s12934-019-1182-1
https://www.ncbi.nlm.nih.gov/
https://www.ncbi.nlm.nih.gov/
https://www.ebi.ac.uk/pride/archive/
https://www.ebi.ac.uk/pride/archive/


Page 12 of 12Kanonenberg et al. Microb Cell Fact          (2019) 18:131 

 13. Tan Z, Black W, Yoon JM, Shanks JV, Jarboe LR. Improving Escherichia coli 
membrane integrity and fatty acid production by expression tuning of 
FadL and OmpF. Microb Cell Fact. 2017;16:38.

 14. Lennen RM, Politz MG, Kruziki MA, Pfleger BF. Identification of transport 
proteins involved in free fatty acid efflux in Escherichia coli. J Bacteriol. 
2013;195:135–44.

 15. Wiseman B, Kilburg A, Chaptal V, Reyes-Mejia GC, Sarwan J, Falson P, Jault 
JM. Stubborn contaminants: influence of detergents on the purity of the 
multidrug ABC transporter BmrA. PLoS ONE. 2014;9:e114864.

 16. Chaptal V, Kilburg A, Flot D, Wiseman B, Aghajari N, Jault JM, Falson P. 
Two different centered monoclinic crystals of the E. coli outer-membrane 
protein OmpF originate from the same building block. Biochim Biophys 
Acta. 2016;1858:326–32.

 17. Kefala G, Ahn C, Krupa M, Esquivies L, Maslennikov I, Kwiatkowski W, Choe 
S. Structures of the OmpF porin crystallized in the presence of foscho-
line-12. Protein Sci. 2010;19:1117–25.

 18. Veesler D, Blangy S, Cambillau C, Sciara G. There is a baby in the bath 
water: AcrB contamination is a major problem in membrane-protein 
crystallization. Acta Crystallogr Sect F Struct Biol Cryst Commun. 
2008;64:880–5.

 19. Meuskens I, Michalik M, Chauhan N, Linke D, Leo JC. A new strain col-
lection for improved expression of outer membrane proteins. Front Cell 
Infect Microbiol. 2017;7:464.

 20. Prilipov A, Phale PS, Van Gelder P, Rosenbusch JP, Koebnik R. Coupling 
site-directed mutagenesis with high-level expression: large scale produc-
tion of mutant porins from E. coli. FEMS Microbiol Lett. 1998;163:65–72.

 21. Bolla JR, Su CC, Delmar JA, Radhakrishnan A, Kumar N, Chou TH, Long 
F, Rajashankar KR, Yu EW. Crystal structure of the Alcanivorax borku-
mensis YdaH transporter reveals an unusual topology. Nat Commun. 
2015;6:6874.

 22. Tanaka Y, Hipolito CJ, Maturana AD, Ito K, Kuroda T, Higuchi T, Katoh 
T, Kato HE, Hattori M, Kumazaki K, et al. Structural basis for the drug 
extrusion mechanism by a MATE multidrug transporter. Nature. 
2013;496:247–51.

 23. Kwon SK, Kim SK, Lee DH, Kim JF. Comparative genomics and experimen-
tal evolution of Escherichia coli BL21(DE3) strains reveal the landscape 
of toxicity escape from membrane protein overproduction. Sci Rep. 
2015;5:16076.

 24. Reimann S, Poschmann G, Kanonenberg K, Stuhler K, Smits SH, Schmitt 
L. Interdomain regulation of the ATPase activity of the ABC transporter 
haemolysin B from Escherichia coli. Biochem J. 2016;473:2471–83.

 25. De Siervo AJ. Alterations in the phospholipid composition of 
Escherichia coli B during growth at different temperatures. J Bacteriol. 
1969;100:1342–9.

 26. Chng SS, Ruiz N, Chimalakonda G, Silhavy TJ, Kahne D. Characterization 
of the two-protein complex in Escherichia coli responsible for lipopoly-
saccharide assembly at the outer membrane. Proc Natl Acad Sci USA. 
2010;107:5363–8.

 27. Tran AX, Trent MS, Whitfield C. The LptA protein of Escherichia coli is a 
periplasmic lipid A-binding protein involved in the lipopolysaccharide 
export pathway. J Biol Chem. 2008;283:20342–9.

 28. Cho H, Cronan JE Jr. Defective export of a periplasmic enzyme disrupts 
regulation of fatty acid synthesis. J Biol Chem. 1995;270:4216–9.

 29. Cho H, Cronan JE Jr. Escherichia coli thioesterase I, molecular cloning and 
sequencing of the structural gene and identification as a periplasmic 
enzyme. J Biol Chem. 1993;268:9238–45.

 30. Kojima S, Nikaido H. Permeation rates of penicillins indicate that Escheri-
chia coli porins function principally as nonspecific channels. Proc Natl 
Acad Sci USA. 2013;110:E2629–34.

 31. Moya-Torres A, Mulvey MR, Kumar A, Oresnik IJ, Brassinga AK. The lack of 
OmpF, but not OmpC, contributes to increased antibiotic resistance in 
Serratia marcescens. Microbiology. 2014;160:1882–92.

 32. Chipot C, Dehez F, Schnell JR, Zitzmann N, Pebay-Peyroula E, Catoire 
LJ, Miroux B, Kunji ERS, Veglia G, Cross TA, Schanda P. Perturbations of 
native membrane protein structure in alkyl phosphocholine deter-
gents: a critical assessment of NMR and biophysical studies. Chem Rev. 
2018;118(7):3559–607.

 33. Ekiert DC, Bhabha G, Isom GL, Greenan G, Ovchinnikov S, Henderson IR, 
Cox JS, Vale RD. Architectures of lipid transport systems for the bacterial 
outer membrane. Cell. 2017;169(273–285):e217.

 34. Rodriguez-Moya M, Gonzalez R. Proteomic analysis of the response of 
Escherichia coli to short-chain fatty acids. J Proteomics. 2015;122:86–99.

 35. Lichtenberg D, Ahyayauch H, Alonso A, Goni FM. Detergent solubiliza-
tion of lipid bilayers: a balance of driving forces. Trends Biochem Sci. 
2013;38:85–93.

 36. Poger D, Mark AE. A ring to rule them all: the effect of cyclopropane fatty 
acids on the fluidity of lipid bilayers. J Phys Chem B. 2015;119:5487–95.

 37. Cheng YY, Gaensle MG. Influence of cyclopropane fatty acids on heat, 
high pressure, acid and oxidative resistance in Escherichia coli. Int J Food 
Microbiol. 2015;222:16–22.

 38. Cevc G. How membrane chain-melting phase-transition temperature is 
affected by the lipid chain asymmetry and degree of unsaturation: an 
effective chain-length model. Biochemistry. 1991;30:7186–93.

 39. Baba T, Ara T, Hasegawa M, Takai Y, Okumura Y, Baba M, Datsenko KA, 
Tomita M, Wanner BL, Mori H. Construction of Escherichia coli K-12 in-
frame, single-gene knockout mutants: the Keio collection. Mol Syst Biol. 
2006;2006(2):0008.

 40. Thomason LC, Costantino N, Court DL. E. coli genome manipulation by P1 
transduction. Curr Protoc Mol Biol. 2007;79:1–17.

 41. Cherepanov PP, Wackernagel W. Gene disruption in Escherichia coli: 
TcR and KmR cassettes with the option of Flp-catalyzed excision of the 
antibiotic-resistance determinant. Gene. 1995;158:9–14.

 42. Datsenko KA, Wanner BL. One-step inactivation of chromosomal genes 
in Escherichia coli K-12 using PCR products. Proc Natl Acad Sci USA. 
2000;97(12):6640–5.

 43. van der Sluis EO, Nouwen N, Driessen AJ. SecY-SecY and SecY-SecG con-
tacts revealed by site-specific crosslinking. FEBS Lett. 2002;527:159–65.

 44. Kedrov A, Wickles S, Crevenna AH, van der Sluis EO, Buschauer R, 
Berninghausen O, Lamb DC, Beckmann R. Structural dynamics of the 
YidC: ribosome complex during membrane protein biogenesis. Cell Rep. 
2016;17:2943–54.

 45. Kedrov A, Kusters I, Krasnikov VV, Driessen AJ. A single copy of SecYEG is 
sufficient for preprotein translocation. EMBO J. 2011;30:4387–97.

 46. Grube L, Dellen R, Kruse F, Schwender H, Stuhler K, Poschmann G. Mining 
the secretome of C2C12 muscle cells: data dependent experimental 
approach to analyze protein secretion using label-free quantification and 
peptide based analysis. J Proteome Res. 2018;17:879–90.

 47. Bligh EG, Dyer WJ. A rapid method of total lipid extraction and purifica-
tion. Can J Biochem Physiol. 1959;37:911–7.

 48. Ramos RG, Libong D, Rakotomanga M, Gaudin K, Loiseau PM, Chaminade 
P. Comparison between charged aerosol detection and light scattering 
detection for the analysis of Leishmania membrane phospholipids. J 
Chromatogr A. 2008;1209:88–94.

 49. Ichihara K, Fukubayashi Y. Preparation of fatty acid methyl esters for gas-
liquid chromatography. J Lipid Res. 2010;51:635–40.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Shaping the€lipid composition of€bacterial membranes for€membrane protein production
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Introduction
	Results
	Construction of E. coli C41(DE3)∆(ompF-acrAB)
	Overexpression of ABC transporters in E. coli C41(DE3), C41(DE3)∆(ompF) and C41(DE3)∆(ompF-acrAB)
	High yield purification of HlyB in mild detergent from C41(DE3)∆(ompF-acrAB) membranes
	Purification of SecYEG and YidC from E. coli C41(DE3), C41(DE3)∆(ompF), and C41(DE3)∆(ompF-acrAB)
	Analysis of€the€membrane density by€density gradient centrifugation
	Mass spectrometry analysis of€phospholipids
	Mass spectrometric analysis of€the€proteomes

	Discussion
	Materials and€methods
	Construction of the expression strains C41(DE3)∆(ompF) and C41(DE3)∆(ompF-acrAB)
	Growth curves of€E. coli strains
	Membrane protein overexpression
	Isolation of€membranes from€E. coli cells
	Membrane protein purification
	Membrane fractionation by€density-gradient centrifugation
	Genome sequencing
	Analysis of€the€proteomes of€E. coli strains by€quantitative mass spectrometric analysis
	Analysis of€the€lipidomes of€E. coli strains by€mass spectrometric analysis
	Total lipid extraction
	Phospholipid separation, quantification and€identification

	Solubilization assays

	Acknowledgements
	References




